Escherichia coli has been associated with the emergence of the CTX-M-producing sequence type 21 131 (ST131) pandemic clonal group, a member of the O25b serogroup and the B2 phylogenetic 22 group. To assess the clonal spread of ESBL-producing E. coli in Japan, a regional surveillance 23 program was conducted. 
117
For the detection of the D-ST393-O15 clonal group, isolates that were positive for the O15 rfb allele 118 were sequenced to determine the fumC allele profile. All phylogenetic group D and 119 fumC106-positive isolates were confirmed as ST393 clonal group by MLST.
120
For the detection of the D-ST69 clonal group, fumC35 allele-specific PCR was performed as 121 described previously. 18 Phylogenetic group D and fumC35 PCR-positive isolates were sequenced to 122 determine the fumC and gyrB allele profiles. The fumC35 and gyrB27 isolates were considered to 123 comprise the D-ST69 clonal group. One randomly selected D-ST69 isolate was confirmed by MLST.
124
MLST. MLST was performed according to the Achtman scheme (http://mlst.ucc.ie/mlst/dbs/Ecoli) 125 using seven housekeeping genes (adk, fumC, gyrB, icd, mdh, purA, and recA) . 19 The ST131 isolates 126 determined by the Achtman scheme were further characterised by the Pasteur MLST scheme
127
(http://www.pasteur.fr/recherche/genopole/PF8/mlst/EColi.html) using eight housekeeping genes 128 (dinB, icdA, pabB, polB, putP, trpA, trpB, and uidA isolates) and 10 small clusters that included less than 7 isolates with 50% similarity (data not shown).
160
The largest cluster of 86 isolates was made up of 74 B2-ST131-O25b isolates, two B1-ST131-O25b cluster, belonged to the ST131 group but were negative by the Clermont-pabB PCR.
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